Western Blot

16
Proteins from tissues and cells were extracted with cold lysis buffer (Tris 50 mM, pH 17 7.4, NaCl 150 mM, Triton X-100 1%, EDTA 1 mM, and PMSF 2 mM) according to 18 the protocol we published before [25] . Following ultrasonication and centrifugation, 19 the supernatant was harvested. Protein concentration was determined using the 20 Bio-Rad protein assay kit (Bio-Rad Laboratories, Inc., Berkeley, CA, USA).
21
Subsequently, 20 µg protein samples were electrophoresed on 8%-10% SDS-PAGE,
22
and transferred onto nitrocellulose membrane (Millipore, USA). After blocked with 23 5% nonfat milk in Tris-buffered saline buffer (20 mM Tris, 150 mM NaCl, pH 7.6 24 Tween20 0.1%), the membranes were incubated with primary antibodies at 4°C Samples were examined with a fluorescence microscope (Nikon). 
Cell cycle analysis
23
The cell cycle progression was measured using the Cycle TEST PLUS DNA Reagent
24
Kit as we reported previously [25] . In brief, prepared PAECs in groups were was determined by hematoxylin-eosin staining (n = 3, **P < 0.01, ***P < 0.001). experiments. C) IκB-α expression in the lung tissues decreased at the 9th day of 10 hypoxia (n = 4, ***P < 0.001). All the values are represented as mean±s.e.m. determined (n=4, **P < 0.01). B) MTT assay was performed to detect cell viability 5 after persistent hypoxia (24 hours) (n=11, *P < 0.05, ##P < 0.01). "CTL vector" 6 means control vector, and "A20 overexp." indicates pCMV-A20 expression vector.
7
All of the values are represented as mean±s.e.m. protein levels in PAECs were measured by western blot analysis (n=4, * **P < 0.001).
4 B) PAECs were subjected to DMOG (500µM), and a quantification of A20 mRNA 5 expression at different time points was performed (n=3, *P < 0.05, **P < 0.01). All 6 the values are represented as mean±s.e.m.
